The timing of referral to a nephrologist may influence the outcome of chronic kidney disease patients, but its impact has not been evaluated thoroughly. The results of a recent study showing an association between early referral and patient survival are still being debated. A total of 1028 patients newly diagnosed as end-stage renal disease (ESRD) from July 2008 to October 2011 were enrolled. Early referral (ER) was defined as patients meeting with a nephrologist more than a year before dialysis and dialysis education were provided, and all others were considered late referral (LR). The relationship of referral pattern with mortality in ESRD patients was explored using a Cox proportional hazards regression models. Time from referral to dialysis was significantly longer in 599 ER patients than in 429 LR patients (62.3658.9 versus 2.963.4 months, P,0.001). Emergency HD using a temporary vascular catheter was required in 485 (47.2%) out of all patients and in 262 (43.7%) of ER compared with 223 (52.0%) of LR (P = 0.009). After 2 years of follow-up, the survival rate in ER was better than that in LR (hazard ratio [HR] 2.38, 95% confidence interval [CI] 1.27-4.45, P = 0.007). In patients with diabetes nephropathy, patient survival was also significantly higher in ER than in LR (HR 4.74, 95% CI 1.73-13.00, P = 0.002). With increasing age, HR also increased. Timely referral to a nephrologist in the predialytic stage is associated with reduced mortality.
Introduction
Patients with end-stage renal disease (ESRD) have an exceedingly high morbidity and mortality compared to the general population [1] . The number of ESRD patients is growing at a much faster rate than the total population. The increasing prevalence of ESRD has led to its recognition as a significant clinical and public health problem, in terms of its use of medical resources and public health expenditure. According to data from the National Health Insurance Corporation, chronic kidney disease (CKD) ranked first in public health expenditure [2] . Also, it was the single most expensive disease.
Over the past several years, interest has evolved in evaluating the timing of nephrology referral in the predialytic stage of CKD. The potential benefits of timely nephrology referral include identification of reversible causes of CKD, provision of treatments that may slow the progression of CKD, management of the metabolic complications of advanced CKD, coordination of education regarding ESRD treatment options, and optimal preparation for the chosen dialysis modality or kidney transplantation [3] . Therefore, delayed nephrology care could be associated with several unfavorable outcomes, including reduced access to peritoneal dialysis (PD) [4, 5] and kidney transplantation [6, 7] , higher rates of dialysis initiation through a temporary venous catheter, and an higher mortality rate after starting maintenance dialysis, especially during the first few months [8] [9] [10] .
To date, most referral studies have had a retrospective design [4, 5, [11] [12] [13] and there have been few prospective multi-center studies examining referral practices [14, 15] . The results of a recent study showing an association between early referral and patient survival are still being debated [16] . Additionally, late referral was defined as the first encounter with a nephrologist occurring within 1 to 3 months of the commencement of dialysis in most studies. This duration was too short to ensure effective education of the patients by the nephrologist [17] . Therefore, a large prospective study is required to investigate the relationship between early referral to a nephrologist and patient survival. 
Subjects and Methods

Study Design and Definition
This study was a multi-center, prospective cohort study of patients with ESRD in Korea who were initiated on dialysis therapy. Patients were divided into two groups according to timing of referral to a nephrologist.
Patients were classified as early referral (ER) if their first encounter with a nephrologist occurred more than 1 year prior to initiation of dialysis and education about dialysis (from a nurse or nephrologist), and all others were considered late referral (LR), as described previously by Di Napoli et al. [18] . 
Study Population
Patients aged 20 years or more with ESRD who were initiated on dialysis were enrolled in the CRC ESRD. It was a nationwide web-based multi-center joint network prospective cohort of patients with ESRD in Korea designed to improve survival rates and quality of life in patients with ESRD and to create effective treatment guidelines (clinicaltrial.gov NCT00931970). Thirty-one hospitals and clinics in Korea participated in the CRC ESRD and shared the clinical data of 1,211 newly diagnosed adult ESRD patients from July 2008 to October 2011. In the present study 1,028 patients were enrolled among them. Of the 183 patients who were excluded, data regarding visits to a nephrologist were unknown in 133 patients and data regarding the type of initial dialysis were unknown in 50 patients. All patients provided their Figure 1 . Pattern of emergency dialysis using a temporary vascular catheter according to the timing of referral. Early referral were defined as the patient's first encounter with a nephrologist occurring more than 1 year before first dialysis, with education about dialysis prior to initiation of dialysis, and all others were considered late referral (P = 0.009). doi:10.1371/journal.pone.0055323.g001
written consent to participate in this study. All traceable identifiers were removed before analysis to protect patient confidentiality. 
Outcomes
The primary outcome of interest was all-cause mortality after initiation of dialysis in the LR versus ER patients. The secondary outcomes consisted of various clinical and laboratory parameters in the LR versus ER group: emergency hemodialysis (HD), cardiovascular death, cause of death, hospitalization.
Data Sources
CRC ESRD served as the primary source of data for these analyses. Clinical and laboratory data were collected by web-based medical and patient questionnaires [20] .
Each centers collected the information of several outcomes including cause of death with the clinical and laboratory data in this study. Then, they reported to CRC-ESRD web-based registry about the outcomes. Research coordinators from central center carried out a regular sample survey on enrolled patients to confirm the medical records twice a year. They had checked all the medical records of patients who died in hospital registered in CRC-ESRD to confirm the cause-specific death and the mortality date. In the case of patient death in other hospitals, information of cause-specific death was extracted from the Korean National Statistical Office data as of December 31, 2010. A medical questionnaire was completed by data coordinators, who were trained in each center to collect patient data by a combination of chart reviews and informal interviews using a standardized form. The questionnaires included data on demographics, previous medical history, laboratory results, dialysis modality and prescription, presence and type of permanent access used for the first dialysis, and medications including erythropoietin use. eGFR, modified Charlson co-morbidity index (CCI), and Davies co-morbidity index (DCI) at the initiation of dialysis were recorded for each patient.
The modified CCI and DCI values were calculated using the method described in a previous study [21] [22] [23] . The modified CCI includes age (weight 1 for every 10 years starting from 50 years of age) and contains 19 categories of comorbidities including congestive heart failure (weight 1), myocardial infarction (weight 1), chronic pulmonary disease (weight 1), cerebrovascular disease (weight 1), hemiplegia or paraplegia (weight 2), dementia (weight 1), diabetes (weight 1), diabetes with complications (weight 2), leukemia (weight 2), lymphoma (weight 2), malignancy (weight 2), metastatic solid tumor (weight 6), mild liver disease (weight 1), moderate or severe liver disease (weight 3), peptic ulcer disease (weight 1), peripheral vascular disease (weight 1), rheumatologic disease (weight 1), renal disease (weight 2) and acquired immune deficiency syndrome (weight 6) [21, 22] . The DCI includes malignancy (1 point), ischemic heart disease (1 point), peripheral vascular disease (1 point), left ventricular dysfunction (1 point), diabetes mellitus (1 point), systemic collagen vascular disease (1 point), and other significant pathology (1 point). These data were obtained from a systematic review of all available records [23] .
Patients who responded to the questionnaire were asked when they first received medical attention from a kidney specialist before starting dialysis. In a similar fashion, respondents to the questionnaire were asked about the number of visits they had with a nephrologist during the year and about education concerning dialysis and diet before the start of ESRD.
Statistical Analysis
Univariate analyses of the differences in the clinical and laboratory variables between ER and LR were performed using the t test for continuous variables and the chi-square or Fisher exact test for discrete variables. The multivariate Cox proportional hazards regression models were used to explore the relationships of each of the independent factors with mortality risk in ESRD patients. A stepwise selection process was used to develop the multivariate Cox proportional hazards regression model. Model 1 was built to explore the relationship of timing of referral with mortality risk without the use of any explanatory variables. Model 2 was only controlled for age and gender. Model 3 was adjusted for body mass index (BMI), modified CCI, serum calcium, highdensity lipoprotein cholesterol, triglycerides, total cholesterol, hemoglobin, intact parathyroid hormone, uric acid, and eGFR. The effects of the multivariate Cox proportional hazards regression models are shown as hazard ratio (HR) and 95% confidence index (CI). The Kaplan-Meier method was used to compare survival curves, and differences were assessed by means of the log rank test. The statistical analysis was performed using SAS version 9.2 (SAS Institute Inc., Cary, NC, USA) and R 2.14.1. Significant differences were defined as P less than 0.05.
Results
Patient Characteristics by Referral Pattern
Of 1028 patients enrolled in the CRC ESRD, 599 were referred early and 429 were referred late. Patients' clinical and laboratory characteristics are listed in Table 1 . Time from referral to dialysis was significantly longer in the ER group compared to the LR group (62.3658.9 months versus 2.963.4 months, P,0.001). The most common etiology of kidney failure was diabetic nephropathy in both groups. At the time of referral to a nephrologist, blood pressure (BP) was lower, renal function was better, and hemoglobin level was higher in the ER group compared to the LR group. However, at the time of dialysis, most findings including comorbidity index were similar in both groups, except for BP, serum phosphate, total cholesterol, and low-density lipoprotein (LDL) cholesterol. Hemoglobin level or iron status was the same for the two groups. BP was well controlled in the ER group. Serum phosphate, total cholesterol, and LDL cholesterol levels in the ER group were significantly lower than for the LR group.
There were no significant differences in clinical and laboratory characteristics at the time of dialysis between the ER group and the LR group with diabetes nephropathy as a cause of ESRD (DM ESRD), except in terms of BP and hemoglobin A1c.
Emergency HD using a temporary vascular catheter was required in 262 of 599 ER patients compared to 223 of 429 LR patients. The rate of emergency HD in ER patients was significantly lower than in LR patients (Figure 1, 43 .7% versus 52.0%, P = 0.009).
Improved Survival in Early Referral Patients with Endstage Renal Disease
In the univariate analysis, late referral was significantly associated with patient mortality (HR 2.16, 95% CI 1.32-3.53, P = 0.002). Age (HR 1.07, 95% CI 1.04-1.09, P,0.001), hospitalization (HR 2.75, 95% CI 1.66-4.56, P,0.001), modified CCI (HR 1.33, 95% CI 1.22-1.46, P,0.001), DCI (HR 1.65, 95% CI 1.32-2.06, P,0.001), and eGFR (HR 1.13, 95% CI 1.06-1.20, P,0.001) were also significant risk factors associated with increased risk of death ( Table 2 ). Variables that proved significant in the univariate analysis and referral pattern were included in the multivariate Cox proportional hazards model to determine factors associated with mortality. In the multivariate Cox analysis, late referral (HR 2.38, 95% CI 1.27-4.45, P = 0.007) and age (HR Table 4 . Cause of death in patients. 1.06, 95% CI 1.03-1.09, P,0.001) had an adverse association with survival (Table 3 ).
In the Kaplan-Meier analysis, the survival rate in ER patients was significantly better than that in LR patients after adjusting for several risk factors of model 3 ( Figure 2A , P = 0.005). The 1-year and 2-year survival rates in ER patients were 97.2% and 95.7%, respectively, compared to 93.9%, and 91.3% in LR patients.
Next, we performed a subgroup analysis in the DM ESRD patients. In DM ESRD patients, age (HR 1.08, 95% CI 1.05-1.12, P,0.001), late referral (HR 2.42, 95% CI 1.26-4.64, P = 0.008), hospitalization (HR 2.07, 95% CI 1.05-4.07, P = 0.035), and modified CCI (HR 1.26, 95% CI 1.10-1.43, P = 0.001) were the univariate factors associated with increased risk of death. In the multivariate Cox analysis, late referral (HR 4.74, 95% CI 1.73-13.00, P = 0.002) and age (HR 1.08, 95% CI 1.03-1.13, P = 0.002) had an adverse association with survival ( Table 3 ). The survival rate in ER patients was significantly higher than that in LR patients ( Figure 2B , P = 0.003).
During follow-up, 66 patients (6%) died overall. Causes of death are listed in Table 4 . Cardiovascular death represented the most common cause of death (32%), followed by infection (30%), unknown cause (17%), and neoplasm (8%). The remaining deaths (13%) were due to other causes (Table 4 ). In LR, cardiovascular death was the most common cause of death. However, infection was the most common cause of death in ER. In the Kaplan-Meier analysis, the cardiovascular death free survival rate was significantly worse in LR patients compared with ER patients in total (P = 0.004) and DM ESRD (P = 0.008). In the multivariate Cox analysis, LR (Table S1 , HR 4.99, 95% CI 1.48-16.82, P = 0.009) was significant risk factors associated with cardiovascular death. Among patients with DM ESRD, LR was still significant factor associated with increased risk of cardiovascular death (Table S1 , HR 26.71, 95% CI 1.49-478.99, P = 0.026).
Hospitalization-free survival rate and cardiovascular event-free survival rates were not different between ER and LR patients (data not shown).
Relationship between Mortality and Age at the Time of Referral
The relationship between age and mortality was evaluated. As the age of patients increased, the hazard ratio for death also increased ( Figure 3A ). In particular, in older patients the hazard ratios for ER and LR patients were quite different, with survival rates for ER patients increasing against LR patients. This trend was observed in DM ESRD patients ( Figure 3B ).
Discussion
The present nationwide multi-center prospective cohort study showed that early nephrology referral in the predialytic stage of CKD improves survival rate in ESRD. Late referral remains an important predictor of mortality even after adjusting for age, gender, co-morbidity, BMI, and biochemical variables.
Previous studies on the association of the timing of referral to a nephrologist with mortality have demonstrated conflicting results. Kazmi et al. studied 2,195 patients between 1996 and 1997 and found that, compared with ER patients, LR (,4 months) patients had a 44% higher risk of death at 1 year after initiation of dialysis, which remained significant after adjusting for the quintile of the propensity score [11] . Dogan et al studied 101 patients between 1998 and 2002 and found that ER (.12 weeks) and/or early diagnosis of ESRD resulted in better biochemical variables, shorter length of first hospitalization, a higher percentage of elective construction of arteriovenous fistula, and the availability to start with an alternative dialysis modality [12] . In contrast, two studies have shown no difference in mortality between ER and LR patients. Schmidt et al showed that there was no statistically significant difference in long-term survival when ER (.1 month) patients were compared with LR patients at 4 months among 238 patients [13] . Roubicek et al showed that the referral pattern (LR ,4 months) was not associated with mortality rate among 270 patients [24] .
Many previous studies incorporated an observational retrospective design, and the definition of the timing of ER was different in each study. In addition, some prospective studies were of small size and/or single-center design. Furthermore, the referral timing of 3 months or more in most previous studies was too short to assess and educate patients.
In a recent study, Di Napoli et al reported that late referral patients had a lower frequency of hepatitis B virus vaccination, arteriovenous fistula and information about renal replacement therapy modalities, and they more often started chronic dialysis in an emergency [18] . They defined LR patients as those who had not been regularly referred to a nephrologist in the one year before chronic dialysis began. And, they considered a period of 12 months as adequate to describe the role of individual and health service characteristics in early access to renal services for ESRD care. In addition, de Jager DJ et al classified referral (time between first pre-dialysis visit to a nephrologist and dialysis initiation) as: late (,3 months), early (3-12 months) or very early ($12 months). They reported that early and late referrals were associated with increased mortality compared with very early referral [25] . Quaglia M et al also mentioned that predialysis nephrology care had a much wider concept than providing the patient with a dialysis access and consequently demanded a longer time (ie, several years) to produce results, and that 3-month period before dialysis was inadequate to assess any impacts on hard end points [17] .
This study is a prospective nationwide multi-center cohort study. ER was defined as a group undergoing follow-up for 12 months or longer prior to the initiation of dialysis. And, a 1-year period before dialysis was enough to control a BP, metabolic condition of patients, and provided the predialysis care for patients. Thus, this study design provides for a proper evaluation of the association between referral pattern and mortality in ESRD patients.
Our study showed that the mortality rate increased by 2.4 times during overall follow-up and this risk remained after adjusting for age, gender, and other covariates. Furthermore, we analyzed the cause of death in ESRD patients according to referral pattern. There were few researches studied about association between referral pattern and causes of death in dialysis patients. Lorenzo et al reported that referral pattern was no significant association with causes of death in dialysis patients [15] . However, HergetRosenthal et al showed that cardiovascular death was increased in LR versus ER (patient number, 4 versus 1) [26] . In this study, we showed the data that cardiovascular death was increased in LR versus ER, and the cardiovascular death free survival rate in ER was significantly better than that in LR. Blood pressure was well controlled in the early referral (ER) group. However, ER significantly lowered all-cause mortality and cardiovascular mortality after adjusting for systolic blood pressure in the multivariate analysis. Recently, Winkelmayer et al reported that estimated annual reductions in 1-year mortality rates were 0.9% (95% CI, 0.7%-1.1%) in ER (.90 days), and there was no material improvement in 1-year survival rates after dialysis initiation among 323,977 patients [5] . But, considering the duration of patients' referrals to a nephrologist, the timing of early referral (.90 days) was a short period in which to evaluate and educate ESRD patients. In the present study, with increasing age, the risk for mortality due to late referral increased in the total patient population. In particular, in older patients there was a big difference in the hazard ratio between ER and LR (,1 year) patients.
It has been reported that patient education by nephrologists before initiation of dialysis decreases the likelihood of the need for urgent dialysis, resulting in a reduction in the need for the creation of a temporary vascular access [27] . Schmidt et al showed that the need for emergency HD was significantly less among ER patients compared with LR patients (22% versus 90%) [13] . Our analysis also found that the likelihood of patients referred early receiving emergency HD using a temporary vascular catheter was significantly reduced. A previous study has shown that reduced use of a temporary vascular catheter is associated with decreased patient morbidity and mortality through reduced systemic infection rates [28] .
Patients who are referred earlier are prepared for dialysis initiation, resulting in fewer emergent hospitalizations. Smart et al showed a reduction of 8.8 days (95% CI, -10.7 to -7.0 days, P,0.00001) in those referred earlier to a nephrologist [29] . However, the hospitalization-free survival rate was no different for ER and LR patients in our study.
In this study, ER patients were well educated about dialysis by a nurse or nephrologist. Furthermore, BP, serum phosphate, total cholesterol, and LDL cholesterol were well controlled in the ER group. This could reduce the cardiovascular mortality rate and allcause mortality in ER patients. Thus, timely referral to a nephrologist at least 1 year before dialysis initiation is important to reduce mortality even in older patients. Predialysis nephrology care is a much wider concept than providing the patient with dialysis access. It is important for the nephrologist to give patients information about CKD and offer personal education about dialysis or lifestyle modification. ER provides identification and correction of reversible causes of CKD, and preparation of dialysis. Timely referral is expected to influence long-term survival in ESRD patients.
Our results are informative, but this study has a limitation. This study had a relatively short follow-up period, with a maximum of 36 months. This was a short period in which to analyze the survival in ESRD patients.
In conclusion, timely referral to a nephrologist in the predialytic stage is associated with reduced mortality. Author Contributions
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